. Expression of 1 integrins and its mutated forms in 1-null osteoblasts. ), and 1-null osteoblasts rescued with mutant 1 integrins (1 V787T and 1
D759A
) were stained at 4°C with anti-mouse 1 integrin (m1) alone (top) or in combination with anti-human 1 integrin (h1) or antiphosphotyrosine (PY) . In this and the second row, cells with mutated 1 are denoted by the site of mutation. (B) FACS analysis of integrin surface expression using either anti-mouse 1 integrin (red) or anti-human 1 integrin (1
759 , and 1 759 ) to detect ectopic expression of integrins. Bars, 10 µm. ) 1 integrin was analyzed using a pull-down assay. Bindings on GST alone, GST-1, and GST-1 V787T were visualized by Western blotting. In B, cells with mutated 1 are denoted by the site of mutation. (C) Localization of EGFP-kindlin-2 in 1 V787T -expressing cells. Cells were stably transduced with a supernatant containing retroviruses encoding EGFP-kindlin-2. Cells were plated on fibronectin-coated glass coverslips, and localization of 1 integrin was determined using the 9EG7 antibody. Bar, 10 µm. (D) Wild-type (wt) cells expressing medium and high levels of EGFP-kindlin-2 (medium and high, respectively) and Icap-1 null and cells expressing the mutated 1
V787T integrin were cultured in complete medium and then lysed. Kindlin-2 amounts were estimated by Western blot analysis. The ratio of EGFP-kindlin-2 fusion expression to endogenous kindlin-2 expression is indicated. The black line indicates that intervening lanes have been spliced out. a.u., arbitrary unit. Figure S5 . Defect in the translocation of 1-containing fibrillar adhesion. Icap-1 +/+ and Icap-1 / cells were seeded on fibronectin-coated glass coverslips for 4 h. Live cells were incubated with 9EG7 anti-1 integrin antibody for 30 min at 4°C, and then, cells were either directly fixed (T = 0) or incubated at 37°C for an additional hour (T = 60). 1 integrin localization was visualized by indirect immunofluorescence, phosphotyrosine (PY) labeling was used to visualize focal adhesion, and nuclei were stained using DAPI (blue). Bars, 10 µm.
